Numerous immune regulatory functions have been reported for the IL-17 family of cytokines, and, most notably, IL-17 is involved in inducing and mediating proinflammatory responses. In this context, the role of IL-17 in cancer initiation, growth, and metastasis is very controversial. 1 This year, a brief report in Blood concluded that host IL-17 reduces tumor growth and metastasis. 2 The authors' conclusions relied entirely on one C57BL/6 mouse-derived adenocarcinoma cell line, MC38, in which they showed a 5-fold or greater enhancement in subcutaneous growth and metastases in IL-17-deficient mice compared with control wild-type mice. Their conclusions also contrasted sharply with 3 important previous papers that suggested that IL-17 promoted tumor growth. [3] [4] [5] In particular, having worked extensively with the MC38 experimental tumor, we were surprised at the significant enhancement of MC38 tumor growth in IL-17-deficient mice compared with their wild-type controls.
We have now undertaken many studies of tumor initiation, growth, and metastasis in the same IL-17-deficient mice used by Kryczek (provided by Dr Yoichiro Iwakura) compared with wild-type controls. In particular, we would now like to share our results from an analysis of 3 different sources of MC38 tumor cells iPSCs were induced to undergo hematopoietic differentiation by embryoid body (EB) formation as previously described. 10 Briefly, undifferentiated iPSC colonies were harvested off the murine embryonic fibroblast feeders and plated onto ultra-low attachment plates (Corning) in the EB medium supplemented with 0.3% methylcellulose (BD Biosciences) for 14 days. At the end of the EB culture, EBs were transferred to Matrigel-coated tissue culture plates (BD Biosciences) and cultured in the hematopoietic growth and expansion medium supplemented with a combination of growth factors. The adherent cells were harvested after 7 days and single-cell suspensions were prepared by enzymatic treatment (0.05% dispase ϩ 0.05% collagenase IA) followed by repeated pipetting. Surface markers were stained using monoclonal antibodies and analyzed using FACSCalibur. Heterogeneity in the response to directed hematopoietic differentiation regimen by individual iPSC lines is shown. Similar results were obtained during spontaneous EB differentiation (data not shown). (B) Clonogenic potential of iPSC-derived cells. Cells prepared as described were cultured either in complete human methycellulose medium (StemCell Technologies) for colony-forming units-granulocyte macrophages (CFU-GM) or in a serum-free semisolid medium 10 for burst-forming unit erythroid (BFU-E). The frequency of hematopoietic colonies was enumerated after 14 days of culture. The clonogenic potential differed from line to line. (C) Erythroid differentiation of iPSC. EBs from iPSCs were dissociated by enzymatic treatment followed by forcing through 20G and then 18G needles. Single-cell suspensions were cultured in serum-free media supplemented with erythroid growth factors as previously described. 10 Fresh media were added as needed to maintain cell density at ϳ 0.5 ϫ 10 6 /mL through the 14-to 18-day culture period. Robust erythroid development was observed from iPSC-MHF2-C1, iPSC-OI12-C1, or iPSC-OI12-C4. A representative flow cytometric scatter plot of iPSC-OI12-C4-derived cells is shown. Similar to erythroid cells from hESCs, 10 iPSC-derived immature and mature erythroid cells do not express CD45. (D) ␤-Locus globin mRNA expression by iPSC-derived erythroid cells. mRNA was prepared from iPSC-derived erythroid cells and the mRNA levels of all ␤-like genes were measured by quantitative real-time polymerase chain reaction. High levels of ⑀ and ␥ globin mRNA were detected. (E) Immunostaining of iPSC-derived erythroid cells. Smears prepared from the erythroid cells following serum free liquid culture were stained with monoclonal antibodies against ⑀, ␥, or ␤/␦ globin chains, followed by a fluorescein isothiocyanate-conjugated anti-mouse antibody and counterstained with DAPI. Pictures were taken under a Leica DMLB microscope with a 40ϫ PL Fluotar objective using a RT Slider Spot camera. The majority of the erythroid cells expressed ⑀ and ␥ globins, and very few ␤-producing cells were observed.
